Materials and Reagents
c. In a biosafety cabinet, remove the liquid from the cryovial and place into a 15 ml conical tube using a 2 ml serological pipette and pipettor. d. Slowly add 10 ml of pre-warmed (37 °C) media dropwise into the 15 ml conical tube. Gently flick the tube as you are adding media to ensure that the liquid is well mixed.
e. Cap the tube and centrifuge at 330 x g for 5 min in a pre-cooled 4 °C centrifuge.
f. Decant supernatant, break up the pellet by flicking the tube, and resuspend in 10 ml of complete media containing DNase (0.01 mg/ml) to count cells. 6. Mix all wells with a multichannel pipette by carefully pipetting up and down 3 times being careful not to tocause bubbles.
7. Place plate in incubator for 1 h at 37 °C and 5% CO2. http://www.bio-protocol.org/e1501 Vol 5, Iss 12, Jun 20, 2015 and down using a multichannel pipette. Allow plate to incubate on ice for 30 min to stain. 17. After 30 min, add 150 μl FACS buffer to all wells using a multichannel pipette, centrifuge plate at 515 x g for 5 min at 4 °C. To improve recovery of cells from this step forward, a faster centrifuge speed is used.
18. Flick supernatant into a container to be discarded and blot the plate on paper towels. 28. Flick supernatant into a container to be discarded and blot plate on paper towels. 29. To fix, add 50 μl per well of 2% paraformaldehyde diluted with PBS using a multichannel pipette. Cells should be fixed a minimum of 10 min on ice, but samples can be stored at 4 °C for up to 2 days without significant changes in fluorescent staining. The fixative does not need to be washed out prior to analysis. 
